(blue), ESO-CD8 (red) and TR-CD4 (green) were co-cultured following labeling with fluorescent dyes. Starting from 4 hours of co-culture, pictures were taken every 5 minutes for 16 hours. Scale bar indicates 100 m with 20 m minor divisions.
(A) TR-CD4 and NTR-CD4 were cocultured with SK37 and supernatant was collected every 24 hours for 4 days. TNF-α level in the supernatant measured by ELISA is shown. Background production against unpulsed SK29 was below the detection limit (4 pg/ml). (B) Characterization of SK37. SK37 was stained with antibodies against indicated molecules. Fluorescent signals were measured by flow cytometry. Shaded histograms indicate background staining by isotype controls. (C, D) SK37 was cultured with 100 ng/ml IFN-γ and/or 10 ng/ml TNF-α. (C) Cells were rinsed with culture medium three times to remove cytokines at day 5. Cell proliferation was determined by MTT assay at indicated time points after the treatment. (D) Cell cycle was examined by BrdU incorporation assay at day 3 after the culture. (E) SK37 was cultured with 5,000 pg/ml IFN-γ and/or 500 pg/ml TNF-α for 2 days. These concentrations of cytokines were determined based on the cytokine levels in the supernatant of TR-CD4 after stimulation with SK37. Apoptotic cell death was investigated by staining with anti-annexin-V antibody. **p < 0.01 as compared with control, Student's t-test. (SK128) were cocultured with 2 × 10 4 CD4 + T cells for 5 days, and then non-adherent cells were removed by rinsing with the culture medium three times. Cell number was determined by MTT assay at indicated time points after the culture. Fold change indicates ratio of absorbance at day 10 compared with absorbance at day 5 (right). (B) SK128 was co-cultured with or without TR-CD4 or cytokines for 5 days. Non-adherent cells were removed by repeated rinses using culture medium and adherent SK128 were further cultured for 10 days. Cell numbers were determined by trypan blue exclusion assays. (C) Characterization of SK128. SK128 was stained with antibodies against indicated molecules. Fluorescent signals were measured by flow cytometry. Shaded histograms indicate background staining by isotype controls. **p < 0.01 by Student's t-test. 
